ABSTRACT In this article, the current knowledge and knowledge gaps in the emergence and spread of antimicrobial resistance (AMR) in livestock and plants and importance in terms of animal and human health are discussed. Some recommendations are provided for generation of the data required in order to develop risk assessments for AMR within agriculture and for risks through the food chain to animals and humans.
STEP 1. IDENTIFYING THE AVAILABLE KNOWLEDGE
The latest Swiss surveillance report showed that 49,250 kg of AMA for veterinary use was sold in Switzerland in 2014 (2) . Currently, only the total quantity of the various AMA classes sold is monitored, as there is, in contrast to the defined daily dose (DDD) for humans (3) , no established system of measurement for veterinary drug utilization. In an effort to link the amount of sold AMA to the population size, the population correction unit (PCU) (4) was used.
After the ban of antimicrobial growth promoters (AGP) in Switzerland in 1999, the use of orally administered AMA via feed or drinking water for prophylactic and metaphylactic uses is still allowed with veterinary prescription, resulting in frequent exposure of entire groups of animals, healthy and diseased, to AMA. This is reflected by the fact that 59% of all AMA sold for veterinary use were medicated premixes for oral administration to farm animals (2) . AMA sold in the greatest amounts in Switzerland were sulfonamides, penicillins, and tetracyclines, which comprise about 82% of all AMA sold (2) . The use of highest-priority, critically important antimicrobials, such as third-and fourthgeneration cephalosporins, fluoroquinolones, and macrolides for animal use, is of the greatest concern (5). While not all AMA used in animal health are used in human medicine, most of the AMA used in livestock have identical or very similar structures to those used in human medicine.
Complex transmission routes within farm animals and between farm animals and humans, as well as the frequent transfer of ARG among host bacteria, make it difficult to demonstrate whether a reservoir of AMR in farm animals poses a risk for animal or human health (6) . The current approach to assess the reservoir of ARG in livestock is to analyze the level of AMR of zoonotic agents and commensal bacteria in healthy farm animals at slaughter. These results are also included in the annually published EU summary reports of the European Food Safety Authority (EFSA) and European Centre for Disease Prevention and Control (ECDC) (7) . Since 2006, the Swiss State laboratories have performed standardized testing of indicator bacteria in broilers, pigs, and cattle for antibiotic resistance. In 2014, meat samples within Switzerland were investigated for the presence of ARB. The results indicated that 6.9% of broiler meat samples carried methicillin-resistant Staphylococcus aureus (MRSA) and 73.3% contained extended-spectrum beta-lactamase (ESBL)-producing or AmpC beta-lactamase-producing Escherichia coli (2) . In addition, research studies have shown the presence of ARB in foods of animal origin from Switzerland (8) (9) (10) .
While there is certain knowledge of AMR in Swiss livestock and their products, the quantities of AMA, ARB, and their ARG in manure are not monitored. This brings cause for concern, as animals do not transform all administered AMA into inactive compounds before excretion and, therefore, a large proportion of AMA retain their antimicrobial activities after renal or biliary excretion (11) . In addition, during manure storage, inactivated conjugates may revert back to their parent compounds (11) . International studies have examined the fate of AMA during different treatments of manure (12) (13) (14) , but no conclusive recommenda-tions to eliminate AMA, as well as ARB and ARG, are available. This is partly due to the variety of chemical properties of AMA, manure-related matrix characteristics modifying their biodegradability (15) , and the differences in the resilience of host bacteria or ARG to manure treatment, where a complex microbial ecology is involved.
It has been shown that manure is a "hot spot" of bacteria carrying ARG residing on mobile genetic elements (MGE) (Fig. 1 ) (16, 17) . When soils are treated with manure, AMA and their metabolites as well as bacteria carrying ARG are introduced into the soil. In soil, ARG are likely to be horizontally transferred to soil bacteria, a process that is enhanced by manure (18) . Factors influencing ARG dissipation rates from introduced bacterial hosts include the transport of bacteria hosting ARG, vertical and horizontal transfer of ARG, the transport of extracellular DNA containing ARG, the binding of ARG to soil or organic matter, the decay of extracellular ARG, and the decline of bacterial hosts (19) . Repeated application of manure containing AMA may result in an enrichment of taxa that also include human pathogens and a reduction of bacteria that contribute to soil quality (20) . Additionally, soil itself represents a natural reservoir for ARB carrying a diverse set of known and unknown AMR determinants (21, 22) , and these might be influenced by selective pressure due to application of AMA, as the resilience of a soil bacterial community against disturbance from manure application decreases in the presence of certain AMA ( Fig. 1) (20) . The pollution of the environment by AMA and ARG probably increases the chance of commensal bacteria and human pathogens to acquire AMR by MGE, such as broad-host-range plasmids facilitating horizontal gene transfer (HGT) between distantly related species (23) .
In addition to the influence of bacterial soil community and selection for AMR, the introduction of AMA to soils also results in uptake of AMA into plants, mainly through water transport and passive absorption (24) . There is limited understanding of the interactions of AMA concentrations in manure and soil, AMA chemical characteristics, characteristics of specific crops, the plant growth stage, and plant physiology on plant uptake of AMA. Since treated wastewater and lake water have been shown to contain ARG (25) , water obtained close to such sources for irrigation purposes in plant production may pose a risk for transmission of ARB and ARG onto fresh produce (Fig. 1) . Irrigation water is generally regarded as one of the important bacterial contamination sources in vegetable growth during the preharvest phase (26) . Much research has been performed on pathogens and foodborne diseases, and several studies detected resistant bacteria on vegetables and fruits (27) (28) (29) , including in Switzerland (30) , but data for use toward establishing a direct relationship between irrigation water or manure containing ARB and ARG and the abundance and spread of corresponding bacteria or ARG on produce are scarce.
The use of AMA in plant production, both from a qualitative and quantitative point of view, is minimal compared to their use in animal health protection or human medicine. Since these AMA are usually sprayed over the plant and therefore are distributed also to soil and possibly to neighboring water systems, their potential influence on environmental, animal, and human resistomes are worth noting. The use of AMA in plant agriculture in Switzerland and EU countries is restricted to streptomycin in the prevention of fire blight disease in apple and pear trees, which is caused by the phytopathogenic enterobacterium Erwinia amylovora. Controlled streptomycin treatment had no stable long-term effect on the prevalence of streptomycin and tetracycline ARG in flowers, leaves, and soil samples of orchards, nor did it significantly alter the bacterial populations of the soil in apple orchards (31) (32) (33) . This lack of selection may be due in part to the strong sequestration of streptomycin in soil. However, studies must be performed on the use of each antibiotic in its context due to the complex properties of agricultural environments, where stability and activity of AMA may be strongly affected by adsorption to soil particles, dilution by rainfall, or degradation by radiation or microorganisms. The environment and soil are important past, current, and potentially future reservoirs of clinically relevant ARB (34) and thus must be considered in the evaluation of risk factors contributing to the global spread of AMR.
STEP 2. IDENTIFYING THE LIMITATIONS OF OUR CURRENT DATA
Monitoring and testing AMA use and AMR within agricultural systems. Although the annual Swiss surveillance report (2) is an important step to monitor the use of AMA for animal health, these data do not provide information on indication, the frequency of administration per animal, trade names of the AMA, or species treated. Therefore, a new, centralized database for monitoring the use of AMA is being established (35) . Further harmonization with the European Antimicrobial Resistance Surveillance Network (EARS-Net) and the Pan American Health Organization (PAHO), as well as profound specifications for the standardization of monitoring AMR in animals, is needed. In addition, the cumulative effects of AMA use on the absolute amount of bacteria carrying ARG that are able to colonize humans in manure, soil, water bodies, and livestock need to be addressed. There is no monitoring system for the complex transmission routes of AMA, ARG, and ARB from manure to soil, aqueous environments, plant products, and back to livestock and humans. This is of particular concern, as manure and wastewater treatment plants (WWTP) are reservoirs of AMR (36) and could be utilized as critical control points, where the release of complex mixtures of AMA, ARG, and ARB from farm and urban surroundings to the environment could be controlled. It has to be noted that, due to the key processes of sorption and sequestration that govern the chemical and biological availability of AMA, different extraction methods will result in different quantitative interpretations of their concentrations in manure and soil. Moreover, when analyzing trace levels of AMA in the presence of a complex matrix, information on the nature, effect, and behavior of biodegradation products of AMA is required (37) . In order to compare results nationally and internationally, a monitoring system needs to be established that provides precise specifications for the standardization of methods for monitoring AMR and AMA concentrations in manure and soil.
The limitations of current methods and breakpoint criteria to define the levels of ARB of clinical relevance in environmental samples in comparison to clinical samples have been documented (38) . To overcome the limited information of nonpathogenic environmental species, which can be important carriers of ARG, in databases used for the estimation of epidemiological cutoffs (ECOFFs), it is essential to add additional data from environmental species, isolates, and ARG described in environmental bacteria. Alternatively, an "ecological breakpoint" can be envisaged that uses the AMA concentrations able to select a particular population of ARB in environmental or animal or manure samples as the breakpoint. The "ecological breakpoint" should take the natural AMR in the natural bacterial community into consideration, where potentially pathogenic ARB are not expected to be selected due to competition with intrinsic resistant environmental bacteria. Similar difficulties and limitations are present in measuring AMR in the phyllosphere and to a lesser extent in commensal bacteria in livestock.
Identifying the factors that cause the selection, spread, and persistence of ARG and ARB. The increased presence of AMR is usually caused by the selective pressure of AMA or coselecting agents, such as metals, disinfectants, or biocides (39) . Not only therapeutic doses of AMA but also subinhibitory concentrations can cause selection and enrichment of ARB (40) . The causal relationship is not always obvious, as the diversity and interrelation of potential causes for an observed AMR and its persistence are set in a multiparameter space (41) . The situation is made more complex when AMR is mediated by ARG associated with MGE, such as integrons and plasmids (42) , and not by mutation. In these cases, the development of a resistance mechanism, the emergence of the pathogen, and the enrichment and transmission of the pathogenic ARB often occur in different environments and are therefore difficult to retrace. Furthermore, biofilms are hypothesized to be crucial for bacterial survival in food processing plants (43) , water systems (44) , and the phyllosphere (45) . Novel metagenomics technologies offer the possibility to elucidate ARG in environmental, human, and animal microbiomes and to add to the identification of factors causing their selection, spread, and persistence. Antibiotic resistance genes detected in this way have been ranked recently into seven categories of the resistance readiness condition (Rescon), which is defined by the risk of acquiring and conferring ABR to human pathogens (46) . Antibiotic resistance genes, which are known to compromise antibiotic therapy and are present on MGE in pathogens, are categorized in the highest Rescon (Rescon 1). Such risk systems classifying AR genes are promising tools to clearly assess public health risks.
Understanding the transfer pathways of ARG and ARB. Animal populations are exposed to ARG and ARB via the food chain or due to environmental pollution. How this occurs and the role of manure or feed treatment, such as drying or ensiling, are not known. Human populations are exposed to ARB of animal origin through direct contact with animals or via consumption of animal products, as well as through widespread release of ARG into the environment. The multiple pathways (Fig. 1 ) of gene exchange have so far defeated attempts to qualitatively or quantitatively track the movement of these genes in vivo. With the exception of zoonotic bacteria, extensive gene movement between several hosts makes it less likely that the same bacterial hosts will be found in animals and humans and more probable that only the ARG themselves will be identifiable in the final pathogens that infect humans ( Fig. 1) (6) . Even the ARG themselves may be altered during their passage through multiple intermediate hosts (47) or may be unexpressed and therefore not detected by phenotypic susceptibility tests. Thus, it is important that surveillance programs not only focus on pathogenic ARB but also determine the ARB together with the ARG they are carrying.
As there is still a lack of knowledge concerning factors that influence the spread of AMR, most mathematical models that try to predict the impacts of the use of AMA in farm animals on diseases in humans caused by ARB are deliberately simplified, and many aspects of transmission and persistence, like the contribution made by commensals, are ignored. They are mostly based on multiple assumptions, often concentrate on just a single pathogenic ARB rather than on the resistome in total, and limit the outcome on determination of lethality while ignoring the incidence of diseases and prevalence of ARG. As there is some evidence that the environmental resistome has the potential to be at least partly transferred to pathogens, the strategies to reduce AMR in animals and humans should include the prevention of gene flow to and from environmental AMR reservoirs (48) . This can be achieved by limiting agricultural sources (optimizing AMA use, maintaining good animal health, use alternatives to antibiotics) and finding efficient methods to manage manure and domestic, hospital, and industrial wastewater containing AMA and ARG. In general, while there are data from competition experiments (49), recent mathematical models lack knowledge of microbial loads, ignore biological mechanisms of within-host competition, and cross-species spread of AMR by plasmid transfer at each stage of the "farm-to-fork" transmission chain (6, 50, 51) .
State-of-the-art methods used to study abundance and transferability of ARG. Surveillance laboratories currently use culture and PCR-based methods to determine the ARB and ARG profiles of pathogenic bacteria. However, the major limitations of these approaches are that only bacteria capable of growing under laboratory conditions are identified, and the requirement for prior knowledge of the resistance genes being investigated to enable primer design. As there are potentially hundreds of resistance genes present in, for example, a manure sample, the number of PCRs required to test the sample using PCR alone for all genes is neither realistic nor cost-effective. However, advances in the past decade in molecular biology now enable us to use other techniques to screen the total DNA of a sample for ARG, antibiotic resistance proteins, and AR-carrying plasmids. The development of AR gene detection chips or chips to detect the relative abundances of ARG in extracted DNA have considerably reduced the costs of screening total DNA samples for hundreds of resistance genes and removed the requirement for bacterial isolation (52) .
Metagenomics and next-generation sequencing (NGS) enable the detection of millions of genes within a sample of DNA. While there are still limitations in terms of the minimum copy number of a gene in order for it to be detected, metagenomics has enabled the exploration of complex microbiomes for the presence of all known ARG. Although the reconstruction of plasmids within metagenomic data is difficult due to the mosaic nature of plasmids, with similar or identical sequences of considerable length, obtaining correctly closed genomes of large plasmids remains a challenge for metagenomic analysis of complex microbiomes. Methods such as single-molecule real-time sequencing (SMRT) applied by Pacific Biosciences are very promising for plasmid genome sequencing, as fragments as long as 40 kb can be sequenced in one read. Through use of whole-genome analysis, novel resistance single nucleotide polymorphisms (SNPs) may now be identified by comparison of many resistant bacterial isolates, which show a resistance phenotype but do not contain any of the known resistance mechanisms. Plasmid sequence analysis may also be performed using NGS. While the problem of plasmid construction is difficult, it recently became feasible, thanks to tools such as PLACNET (plasmid constellation networks).
Other tools include functional metagenomics to identify novel resistance genes. This requires a longer time frame than metagenomics but has the advantage of starting with the identification of a resistance phenotype. Microarray expression analysis has provided great insights into the expression profiles of specific bacteria under antibiotic stress. The more recent versions of transcriptomics and metatranscriptomics tools identify the expression or transcripts of genes present in a sample. While these tools are not yet as popular as metagenomics and whole-genome sequencing, they too can identify the functional genes present in samples. This may be particularly useful in terms of understanding the dynamics of resistance gene expression through, for example, the food chain or from animal feces to manure to soil.
Analytical methods used to determine the fate of AMA in organic wastes or in soils. There are very few data on the concentrations of antibiotics in environmental samples. This may be due, at least in part, to the lack of analytical methods for monitoring contaminants in waste, surface and drinking water quality, and soil. For many years, the analysis of organic microcontaminants has been performed via high-performance liquid chromatography coupled to UV detection (HPLC-UV) and gas chromatography (GC) coupled to flame ionization detection (GC-FID), electron capture detection (GC-ECD), and mass spectrometry (GC-MS) (53) . However, liquid chromatography coupled to mass spectrometry (LC-MS) has largely replaced GC methods. LC-MS presents various advantages, such as reduced sample pretreatment and the capability to determine very polar compounds and transformation products without modifying the chemical (54, 55) . Although the use of MS, and especially tandem MS (MS-MS), allows increased sensitivity, an analyte preconcentration procedure is almost always necessary to reach limits of detection low enough to determine the ultratrace levels at which emerging contaminants, Perspective especially antibiotics, may be present in the environment (normally within the nanograms per liter or low micrograms per liter range). For this purpose, solid-phase extraction (SPE) is the most widely used preconcentration procedure, especially in water testing. However, the need for filtration of liquids may hamper the use of this technique for waste or soil analysis.
STEP 3.0. INTERPRETING RISKS AND IMPACTS ON STAKEHOLDERS
Risk analyses regarding ARB must be performed, but such efforts require risk measurements and comparable data across different biomes: soil, plant, animal, humans, water. Only then can we analyze the more complex scientific areas of routes of transmission and antimicrobial or nonantimicrobial selective pressures and hot spots for transmission. In order for scientific data to be incorporated into a risk analysis, government policies or recommendations to prevent or minimize the transfer of ARB within agriculture from plants or feed to animals and then along the food chain to humans, as well as directly from vegetable foods to humans, such data must comply with the following requirements:
(1) Data must be comparable and gathered using standardized methods.
(2) Data must be comprehensive and sample sizes must be sufficient for statistical analysis.
With the gaps in our data and use of noncomparable methodologies, at this time it is almost impossible to develop a risk analysis based on the actual situation.
In order to understand the complex epidemiology of selection and transmission of AMR, it will be necessary to take the following steps:
(1) Define critical control points where interventions and government policies could significantly reduce the spread of AMR.
(2) Develop and measure the effects of preventive strategies. (3) Create longitudinal studies of prevalence of AMR in commensals of livestock which consume ARB-contaminated feed.
(4) Identify the roles of feed treatments, e.g., drying, on AMR prevalence or maintenance and transfer of ARB and ARG.
(5) Analyze the food chain, not only from an anthropocentric view of AMR but also to identify animals and plants that are endpoints in the chain.
(6) Identify the relevant contribution(s) of AMA use to the development and selection of ARB within agriculture.
Once the risks have been identified, based on scientific data, we will need to rank the risks in terms of priority. Recent discussions have shown that the lack of scientific data and knowledge to fill the gaps has created differences of opinion in terms of risk priorities, even within the scientific community (46, 56) . The risks must be measured in terms of danger to the health and welfare of animals and plants as well as humans.
STEP 3.1. POTENTIAL SOLUTION
Surveillance programs and prevalence in reservoirs. The EU system for monitoring ARB from human hospital isolates (EARSNet) was established in 1998. In 1999, the number of countries contributing data on the levels of ARB or susceptible human pathogens varied from 1 or 2 to 11, depending on the pathogen and antibiotic resistance profile. The number of countries that provided data on all listed AMA and pathogens was very low. However, by the mid-2000s, almost all countries reported on all pathogenic ARB. The roles of EFSA and the ECDC in monitoring AMR in animals are increasing. However, the data collected are still limited to specific pathogens and resistance phenotypes. We suggest a voluntary monitoring program by researchers. This program would include the isolation of two bacterial species, E. coli and Pseudomonas aeruginosa, and the detection, or where possible the relative quantification, of a selected number of resistance genes, e.g., tet(M), aph, and bla CTX-M . These three suggested resistance genes cover three important antibiotic classes and have been detected in environmental, animal, and human microbiomes. These bacteria and genes are also contained within the recommendations for monitoring WWTP and environmental samples (38) . The criteria used to select the resistance genes for analysis should include genes that are relevant to the antibiotic treatment of pathogenic bacteria; the genes selected should be mobile and have been identified in animal, manure, and environmental samples. Such genes pose the greatest risk to human and animal health, as they are present in pathogenic bacteria, capable of survival outside the host, and can be transferred through the food chain. While this monitoring is not an ideal approach, it is similar to the start organized by the EARS-Net project in 1999. A simple worldwide sur- Surveillance data on the use of AMA for animal and plant health Surveillance data on specific ARG in zoonotic agents and commensal bacteria in livestock, not only their level of AMR Surveillance data on the amount of AMA, ARB, and their ARG in manure Effects of different manure treatments on abundance of AMA, ARG, and ARB, as well as on frequency of HGT Qualitative and quantitative data on sorption and fixation of AMA in soils Quantitative data on antibiotic potency of AMA that are sorbed and fixed in soils and sediments Persistence and eventual selection for AMR in AMA-containing soils Chance of human-associated as well as animal-associated bacteria and pathogens to acquire AMR by MGE from commensals and environmental microbes Quantitative data on the inoculum needed to add an ARB to the microbiomes of humans and animals Pathways from agricultural and urban sources of AMA and ARG into sewage and the aqueous environment Efficiency of wastewater treatment regarding elimination of ARG as well as AMA AMA and ARB uptake in plants and influence of soil types on uptake Direct relationship between irrigation water or manure containing ARB and ARG and the abundance and spread of corresponding bacteria or ARG on crops Chance of human-associated as well as animal-associated bacteria and pathogens to acquire AMR by MGE from bacteria in the phyllosphere Effects of drying or silaging roughage on the prevalence of ARG and ARB in the phyllosphere Potential influence of direct use of AMA in plant production on contamination, selection, and spread of environmental, animal, and human resistomes Evaluation of risk factors for selection and spread of AMR in animals and environmental reservoirs Evaluation of transmission routes of AMR as well as human exposure data related to agricultural products Role of biofilms in spread of ARG and ARB in the environment and food processing plants Kinetics of spontaneous removal of ARG and ARG from soil, water, and food environments veillance program of soil, plants, animal, water, and WWTPs utilizing the same methods would create the largest database of knowledge on AMR and could be used to generate risk analyses of different ecological compartments.
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